(D) The same data in C were fitted with a three peaks model (unextended, extended before fill-in and extended after fill-in). 70% of lagging overhang were extended by telomerase, with 11% exhibiting delayed fill-in in unsynchronized cells.
Supplemental Experimental Procedures Cell Culture for Human Embryonic Stem Cells
Human ES cell line H9 were maintained and mechanically passaged as previously described (Lerou et al., 2008) on irradiated early passage primary MEFs (Millipore). Exponential growth cells were exposed to 100µM BrdU for 30hr for labeling. Cells were harvested and genomic DNA was purified using Qiagen DNA kit.
Western Blot for Determining the Expression Level of TPP1 and TCAB1
Antibodies against TPP1 and TCAB1 were from Abcam Inc (ab57595, ab99376). ß-Actin was used as an internal control for quantitative analysis. Western blot was performed as described (Eskiocak et al., 2010) .
Transient Expression of TPP1 in HeLa Cells
50% confluent HeLa cells were propagated in X-medium (Hyclone) with 10% cosmetic calf serum. 15 μg of pCMV-TPP plasmids were transfected into 15cm HeLa cells by using Calcium phosphate methods. After 48hr transfection, cells were selected for 4 days with 0.75µg/ml puromycine. Total 500K cells were collected and used for Western Blot experiment.
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